Activity assays of isolated COX-2 Purified COX-2 (human recombinant, 20 units) was diluted in 1 mL Tris buffer (100 mM) pH 8, containing 5 mM glutathione, 5 µM hemoglobin, and 100 µM EDTA at 4 °C and pre-incubated with the test compound for 5 min. Samples were pre-warmed for 60 s at 37 °C, and 2 µM AA was added. After 5 min at 37 °C, the reaction was stopped, PGB1 as standard added and the COX product 12-hydroxy-5,8,10-heptadecatrienoic acid (12-HHT) was extracted and then analyzed by HPLC.
Determination of 5-lipoxygenase activity in cell-free systems E.coli BL21 was transformed with pT3-5LO plasmid, human recombinant 5-lipoxygenase protein was expressed at 37 °C, purified, and assayed as described. 11 In brief, purified 5-lipoxygenase (0.5 µg) was diluted with PBS pH 7.4 plus 1 mM EDTA and pre-incubated with the test compounds. After 15 min at 4 °C, samples were pre-warmed for 30 s at 37 °C, and 2 mM CaCl2 plus 20 µM AA were added. After 10 min at 37 °C formed 5-lipoxygenase metabolites were analyzed by HPLC as described. 
